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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Abstract
	In the sentence that begins with “Western blotting is performed…”
	Please remove a reference at the end of this sentence. (please referred to our resubmitted manuscript for the updated references)

	2.
	Abstract
	In the sentence that says “Angiogenic potential is determined via sprouting assay”
	Please correct it to “Angiogenic potential is demonstrated with a sprouting assay.

	3.
	Alternative BMEC Models subsection in the Introduction
	In the sentence that says “However, many of these models failed to attain desirable BBB phenotypes, such as the physiological range of TEER values.”
	Please correct to “However, many of these models failed to attain desirable BBB phenotypes, such as a physiological range of TEER values.”

	4.
	Alternative BMEC Models subsection in the Introduction
	In the sentence that says “However, less is known about whether iPSC-derived BMECs can be derived using a different donor and reagents, and whether they can be expanded and passaged beyond the sub-culturing stage.”
	Please correct it to “However, it is not known whether they can be expanded and passaged beyond the sub-culturing stage.”

	5.
	Alternative BMEC Models subsection in the Introduction
	In the sentence that says “Our modified protocol aims to address this issue by passaging iPSC-derived BMECs beyond day 8 and whether they can be further expanded to retain BBB properties after cryopreservation.”
	Please correct it to “Our modified protocol aims to address this issue by passaging iPSC-derived BMECs beyond day 8 and assessing whether they can be further expanded to retain BBB properties after cryopreservation.

	6.
	Alternative BMEC Models subsection in the Introduction
	In the sentence that says “However, there is no clear evidence whether this cryopreservation protocol can be replicated in other cell lines or whether post-cryopreservation BMECs can withstand several passaging steps.”

	Please correct it to “However, it is not known if post-cryopreservation BMECs can be passaged and retain BBB properties.



	7.
	Step 2.4.2
	Step says “Plate cells onto cell culture plates coated with diluted

SCM and maintain cells as described in step 3”
	Please correct to “Plate cells onto cell culture plates coated with diluted SCM and maintain cells as described in step 2.3”

	8.
	Step 8 Note
	Note says “Corning 12-Transwell filtered plates are equipped with filters consisting of 1.1 cm2 ..”

	Please correct to “Corning 12-Transwell filtered plates are equipped with filters consisting of 1.12 cm2 ..”


	
	BMEC Differentiation subsection in the Results section
	In the sentence that says “A few critical steps in this protocol should be precisely followed (Figure 1).”

	Please correct to “A few critical steps in this protocol should be followed precisely (Figure 1).

	9.
	BMEC Differentiation subsection in the Results section
	In the sentence that says “E6 medium use on day 1 is important, since it is often used for deriving neuroectoderm lineage from iPSCs within a relatively short period of time yielding reproduceable results across multiple cell lines.”
	Please correct to “E6 medium use on day 1 is important, since it is often used for deriving neuroectoderm lineage from iPSCs within a relatively short period of time yielding reproducible results across multiple cell lines.”

	10.
	Figure 1
	Figure 1’s image description says “24 hours before changing medium to E6 for 3 days.” 

 
	Please correct to “24 hours before changing medium to E6 for 4 days.”



	11.
	Figure 3
	Figure 3’s image description is incorrect and the original submitted Figure 3’s description is missing from the manuscript. 
	The image description for Figure 3 should say “Figure 3: Angiogenic Potential of iPSC-derived BMECs. Purified iPSC-derived BMECs were seeded at 100,000 cell/cm2 onto basement membrane matrix in hESFM with (1:200) B27 supplement and 40ng/mL VEGFA165. Tube-like structures appeared after 3 days of VEGFA165 treatment.”


	12.
	General Formatting Issues
	Ex vivo, in vivo, in vitro are italicized in some places but not in others.

	Please italicize them in all places.



	13.
	Discussion Section
	In the sentence that says “Another limitation is related to cryopreservation, as the use of B27 did not maintain BMEC fidelity.”
	Please correct to “Another limitation is related to cryopreservation, as our protocol did not maintain BMEC fidelity.”

	14.
	Discussion Section
	In the sentence that says “It is possible that 1% provides greater stability of BMECs during cryopreservation compared to supplementation with B27.”
	Please correct to “It is possible that 1% PDS provides greater stability of BMECs during cryopreservation.” 
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